Background: Chemotherapy (CT) resistance in ovarian cancer (OC) is broad and encompasses diverse unrelated drugs, suggesting more than one mechanism of resistance. To better understand the molecular mechanisms controlling the immediate response of OC cells to CT exposure, we have performed gene expression profiling in spheroid cultures derived from six OC cell lines (OVCAR3, SKOV3, TOV-112, TOV-21, OV-90 and TOV-155), following treatment with 10,0 μM cisplatin, 2,5 μM paclitaxel or 5,0 μM topotecan for 72 hours.
Background
Ovarian cancer (OC) is the fourth commonest cause of cancer related death in women [1] . The majority of patients present with advanced disease, with an overall five-year survival rate of approximately 30-40% following debulking surgery, initial platinum-based CT and further CT at relapse [1] . Combination CT with paclitaxel and a platinum compound (carboplatin or cisplatin) is the current regimen of choice for the treatment of advanced OC [2] . A number of clinical issues, however, are unresolved including drug dosage and schedule, duration of treatment, and route of administration [2] . Thus, although significant proportions of women respond to CT, the majority of responders (approximately 50%-75%) eventually relapse at a median of 18 to 28 months [3] . Treatment decisions at this juncture include supplementary CT with topotecan, hormones, surgery, and experimental agents [4] . Nonetheless, even with these additional treatments, relapse rates remain high and most women with advanced OC ultimately will die of their disease [5] . CT resistance in OC is broad and encompasses diverse unrelated drugs, suggesting more than one mechanism of resistance. A number of other cellular factors have increased expression and activity in drug-resistant OC cell lines and/or tumor tissues [reviewed in [6] ]. However, for the majority of these factors, in vivo studies have failed to assess their clinical importance and to translate them into recommendations for specific therapies or prognosis in OC patients [7] .
The recent advent of microarray-based profiling technologies has provided an opportunity to simultaneously examine the relationship between thousands of genes and clinical phenotypes. Using this approach, several groups, including ours, have tried to identify gene expression signatures and/or specific biomarker sets of response to firstline platinum-based CT in OC following debulking surgery [8] [9] [10] [11] [12] [13] . These studies have identified different prognostic and predictor gene sets which can distinguish early from late relapse or disease progression; however, no significant overlap was found between the individual predictor lists. Recently, we used an alternative approach to evaluate the global gene expression in paired tumor samples taken prior to and post CT treatment from six patients with predominantly advanced stage, high-grade OC [14] . We have identified a number of genes that were differentially expressed in post-CT tumor samples, including different factors associated with tumor invasion/progression, control of cell proliferation, and chemoresistance. However this approach could not reveal mechanisms of early response to CT treatment since post-CT OC tumors were available 3 to 40 months following the last CT treatment [14] .
In this study, we have chosen the versatile multicellular spheroid model [15] to assess early drug action and instant response to CT treatment in OC cells. Indeed, experimental three-dimensional models such as multicellular spheroids may provide a better in vitro approximation of solid tumors [15] , and have been used for study of multicellular resistance [16, 17] . Since the rapid acquisition of resistance probably represents a physiologic mechanism of adaptation at the multicellular level and not a stable genetic change [18] , the spheroid model seems to be more appropriate to study early occurrence of acquired drug resistance in solid tumors than monolayer cell cultures [15] . Thus, monolayers do not pose the barrier to drug penetration or provide many of the microenvironmental influences found in solid tumors and 3D cultures [16] . Experimental data indicating that initial exposure to drug in vivo may induce low, but yet clinically significant transient resistance [17] [18] [19] , also support this hypothesis. Herein, we applied the DNA microarray technology to investigate the cellular and molecular mechanisms implicated in immediate drug action and early cellular compensatory response to drugs, commonly used as first-or second-line treatment of OC, including cisplatin, paclitaxel and topotecan. We present evidence that initial defense reactions in OC spheroids are mostly associated with the induction of DNA repair pathways and the implication of multicellular/adhesion-dependent or -associated mechanisms.
Results

Common gene expression signatures of OC spheroids following treatment with all drugs used (cisplatin, paclitaxel and topotecan)
We employed Agilent Human oligonucleotide microarrays, containing ~22,000 genes to identify global gene expression changes in spheroids propagated from six different OC cell lines (OVCAR-3, SKOV-3, OV-90, TOV-21, TOV-112, TOV-155), following treatment with three different CT drugs (cisplatin [10 μM], topotecan [5 μM] and paclitaxel [2.5 μM]) for 72 hours. For each drug, the concentration used was empirically estimated as the maximal drug concentration which does not cause a considerable cell death (less than 20%) and/or changes in spheroid morphology during the treatment period (data not shown). Those concentrations were significantly higher than the IC50 values determined for each cell line, when grown as monolayer (Table 1) .
First, we compared shared gene expression patterns between control (non-treated) and all cisplatin-, topotecan-and paclitaxel-treated spheroids derived from the six cell lines studied, in search for common markers and/or molecular mechanisms involved in drug action and immediate treatment response. A subset of 971 differentially expressed genes was selected from all microarray data by initial filtering on confidence at p-value = 0.05, followed by filtering on expression level (≥1.5 fold). Using these selection criteria, we found 348 genes to be commonly up-regulated and 623 genes to be down-regulated in the CT drugs-treated spheroids [see Additional file 1]. Table 2 shows a list of selected functionally related groups of genes that were differentially expressed (≥1.5-fold) in all treated spheroids. As seen from Table 2 , comparable numbers of genes with previously shown implication in mechanisms of apoptosis, cell adhesion, cell cycle control, and stress (defense) response were both up-and down-regulated in the treated OC spheroids. Genes, functionally associated with DNA repair, DNA replication and cell cycle arrest were exclusively overexpressed (Table 2A) . Genes implicated in cell growth and maintenance, transcription regulation, signal transduction and transport were predominantly down-regulated, while genes linked to immune and inflammatory response, metabolism (especially lipid metabolism), protein biosynthesis, protein modification and RNA processing, were uniquely suppressed following all treatments (Table 2B) .
Pathway and network analyses based on the 971 gene list were generated through the use of Ingenuity Pathways Analysis (IPA). The IPA analysis confirmed the major functionally related groups, found to be commonly up-or down-regulated in drugs-treated OC spheroids. Thus, pathways linked to cell growth and proliferation, cellular assembly and organization, cell death, cell cycle control and cell signaling were both induced and suppressed; pathways functionally related to DNA replication, recombination and repair and cellular response to therapeutics were induced, while pathways associated with control of gene expression, metabolism, transport, immune and inflammatory response displayed suppression upon treatments with all drugs ( Figure 1A) .
A network analysis identified 34 highly significant networks with score ≥ 13 [see Additional file 2]. As expected, the five top-scoring networks were associated with functions linked to cellular growth and proliferation, cell cycle, cell death, cellular movement and metabolism (Table 3A) . A common network obtained upon merging the five top-scoring networks ( Figure 2 ) recognized several important nodes linked with numerous interaction partners, including cyclin-dependent kinase inhibitor 1A (CDKN1A, p21, Cip1), caspase 3 (CASP3), breast cancer 1 (BRCA1), proliferating cell nuclear antigen (PCNA), peroxisome proliferative activated receptor alpha (PPARA), cyclin D1 (CCND1), insulin receptor (INSR), integrin beta 1 (ITGB1), guanine nucleotide binding protein beta polypeptide 2-like 1 (GNB2L1), protein kinase C epsilon (PRKCE), SWI/SNF related, matrix associated actin dependent regulator of chromatin subfamily b, member 1 (SMARCB1), protein tyrosine phosphatase, non-receptor type 11 (PTPN11), low density lipoprotein receptor (LDLR), major histocompatibility complex class IA (HLA-A), discs, large homolog 1 (Drosophila) (DLG1), pololike kinase 1 (PLK1) and colony stimulating factor 3 (CSF3). While the up-regulated gene nodes and related pathways were mostly associated with cell cycle arrest, induction of apoptosis (CASP3, CDKN1A) and DNA repair (BRCA1, PCNA), the down-regulated gene nodes were predominantly linked to control of cell cycle progression and cell proliferation (CCND1,GNB2L1,SMARCB1,DLG1,PLK1), carbohydrate and lipid metabolism (INSR, LDLR), intracellular signaling (PRKCE, PTPN11), cell adhesion (ITGB1) and immune response (HLA-A, CSF3). PPARA up-regulation could also contribute to reduced metabolism rates in treated spheroids by negatively regulating genes implicated in carbohydrate (PKLR) and mostly lipid (ACOT8, ACAA1, MGLL, PPARGC1B, DHCR24) metabolism (Figure 2 ). Specific changes in spheroids gene expression following treatment with cisplatin, topotecan or paclitaxel In parallel, we separately analyzed the gene expression profiles in all six spheroid cultures following treatments with each of the three drugs used (cisplatin, topotecan or paclitaxel). The gene expression was compared between control and treated spheroids, and a subset of differentially expressed genes was selected displaying at least 1.5-fold difference in four of the six microarray experiments performed for each drug treatment.
Cisplatin treatment
Using these selection criteria, we found 205 genes to be up-regulated and 363 genes to be down-regulated in OC spheroids following cisplatin exposure [see Additional file 3]. Table 4 shows list of selected functional groups of genes that were differentially expressed (≥1.5-fold) in the cisplatin-treated spheroids. As seen from Table 4 , up-regulated major functional gene groups comprised genes mostly involved in cell growth and proliferation, control of cell cycle (including cell cycle arrest) and DNA replication and repair. Down-regulated genes upon cisplatin treatment were functionally associated with immune and inflammatory response, metabolism, protein biosynthesis and modification, RNA processing, signal transduction and transport. Genes involved in cell adhesion, chromatin organization, cytoskeleton structure and regulation of transcription were predominantly suppressed following cisplatin exposure. Apoptosis genes were proportionally up-and down-regulated.
The above data were further confirmed by pathway and network analyses. Indeed, major functional gene categories that were specifically up-regulated in cisplatin-treated OC spheroids included cellular assembly and organization, cell death and DNA replication, recombination, and repair ( Figure 1B ). Pathways associated with metabolism, molecular transport, protein synthesis and trafficking were down-regulated, while pathways linked to cell growth and proliferation, cell cycle and cell signaling displayed altered regulation ( Figure 1B (Table 3B) . A common network obtained upon merging the three top-scoring networks identified some shared nodes found upon treatment with all drugs (CDKN1A, BRCA1, CASP3, PCNA; see above), as well as several specific cisplatin exposurerelated nodes implicated in apoptosis and cell cycle control, including cell division cycle 2 (CDC2), SMAD, mothers against DPP homolog 3 (SMAD3), minichromosome maintenance deficient 2, mitotin (MCM2) and transforming growth factor beta 1 (TGFβ1) (Figure 3 ).
Topotecan treatment
Three hundred and sixty genes were up-regulated and 663 genes were down-regulated at least 1.5 fold in topotecantreated OC spheroids [see Additional file 5] . A list of selected functional categories of differentially expressed genes (≥1.5-fold) in topotecan-treated spheroids is shown on Table 5 . As seen in Table 5 , genes functionally related to apoptosis, cell growth and proliferation, cell cycle control, cell adhesion, cytoskeleton, DNA replication and repair and defense (stress) response, displayed comparative up-and down-regulation upon topotecan treatment. Genes implicated in cell cycle arrest, and protein ubiquitination were predominantly overexpressed, while genes linked to chromatin modification and maintenance, immune and inflammatory response, metabolism (including lipid metabolism), protein biosynthesis and modification, signal transduction and molecular transport, were mostly down-regulated (Table 5) .
IPA validation of biological functions and networks that were most significant to the topotecan microarray data set were in agreement with our initial gene expression data.
As shown on Figure 4A , functional pathways implicated in cell growth and proliferation, cell cycle, cell death, cell signaling, DNA replication, recombination and repair and protein synthesis displayed significant altered expression in both directions. Positively induced pathways comprised those linked to cellular assembly and organization and cellular response to therapeutics, while functional pathways that were subject to down-regulation in topotecan-treated OC spheroids were associated with cell-to-cell signaling and interaction, metabolism, immune response, protein trafficking and molecular transport ( Figure 4A ). Thirty highly significant networks with score ≥ 9 were identified by network analysis [see Additional file 6]. The five top-scoring networks were functionally associated with DNA replication, recombination, and repair, cellular assembly and organization, cell cycle, cellular movement, cell death, protein trafficking and molecular transport (Table 3C) . A common network was obtained upon merging the five top-scoring topotecan-related networks (Figure 5) , which recognized some nodes found also in the all-drugs-treatment networks (CDKN1A, CASP3 (up-regulated), and CCND1, SMARCB1, INSR, PTK2, HLA-A, PTPN11 (down-regulated) and in the cisplatin-treatment network (CDC2). Additionally, the network analysis identified specific topotecan-related down-regulated gene nodes that include v-akt murine thymoma viral oncogene homolog 1 (AKT1), protein tyrosine kinase 2 (PTK2), wingless-type MMTV integration site family, member 1 (WNT1), insulin-like growth factor 1 receptor (IGF1R), fibronectin 1 (FN1) and calreticulin (CALR). These nodes comprise genes, mainly associated with cell cycle progression and cell proliferation (AKT1, WNT1, IGF1R), cell adhesion (FN1, CALR) and cell invasion (PTK2). Table 6 shows list of selected functional groups of these genes. Thus, up-regulated genes upon paclitaxel exposure are implicated in Network analysis of dynamic gene expression in OC spheroids based on the 1.5-fold common gene expression list obtained following treatment with all CT drugs used (cisplatin, topotecan and paclitaxel) Figure 2 Network analysis of dynamic gene expression in OC spheroids based on the 1.5-fold common gene expression list obtained following treatment with all CT drugs used (cisplatin, topotecan and paclitaxel). The five top-scoring networks were merged and are displayed graphically as node (genes/gene product) and edges (the biological relationships between the nodes). Intensity of the node color indicates the degree of up-(red) or downregulation (green). Nodes are displayed using various shapes that represent the functional class of the gene product (square, cytokine, vertical oval, transmembrane receptor, rectangle, nuclear receptor, diamond, enzyme, rhomboid, transporter, hexagon, translation factor, horizontal oval, transcription factor, circle, other). Edges are displayed with various labels that describe the nature of relationship between the nodes: ----binding only, → acts on. The length of an edge reflect the evidence supporting that node-to-node relationship, in that edges supported by article from literature are shorter. Dotted edges represent indirect interaction.
apoptosis, cell adhesion and cytoskeleton structure (including a number of tubulin genes), while down-regulated functional groups comprised genes linked to cell growth and proliferation, immune response and transcription regulation. Comparatively high number of genes with similar function displayed proportional up-and down-regulation upon paclitaxel treatment, and more specifically, genes related to cell cycle control, metabolism, protein biosynthesis and modification, signal transduction and transport. Network analysis identified upregulated functional pathways linked to cellular assembly and organization, cell death and protein synthesis, while down-regulated pathways included cellular growth and proliferation, control of gene expression, and protein trafficking. Pathways, associated with cell cycle, metabolism, transport and cell signaling displayed comparative altered expression in both directions ( Figure 4B ). Eleven significant networks were identified following paclitaxel exposure [see Additional file 8], and the five top-scoring pathways were mostly associated with cancer, cell death, drug metabolism, gene expression, molecular transport and inflammatory disease (Table 3D) . A common network obtained upon merging the three top-scoring networks identified the pro-apoptotic BCL2-associated X protein (BAX) node and several tubulin genes, that were up-regulated upon paclitaxel treatment, as well as a number of differentially expressed genes linked with the p53 and the tumor necrosis factor (TNF) pathways ( Figure  6 ).
Association of gene expression patterns with spheroid's morphology
The six OC cell lines used in this study displayed different morphology when grown as spheroids, forming rather compact spheroids (derived from OV-90, OVCAR-3, SKOV-3), or more loose structures or aggregates (derived from TOV-112, TOV-21, TOV-155; examples for both spheroid structures are shown on Figure 7A ). As expected, a higher number of genes displayed differential expression upon CT drugs treatment in the aggregates than in the compact spheroids (data not shown). These structureassociated gene expression differences were further confirmed by cluster analysis. Indeed, supervised clustering based on a selected list of 85 genes revealed formation of two major cluster groups that perfectly distinguish between compact and aggregate structures ( Figure 7B ). Figure 7B ), while no significant clusters were obtained for each specific drug treatment (data not shown). Interestingly, cell lines displaying quite different responses to cytotoxics when grown as monolayers (for example SKOV-3 and OVCAR-3) now show very similar cluster patterns upon treatment as they cluster adjacent to each other ( Figure 7B ), indicating that differences in drugs response tend to disappear when these OC cell lines are grown as multicellular spheroids.
Genes implicated in cell adhesion (CSPG3, ITGAV, MUC1), negative regulation of cell proliferation (GPNMB,
MXD4
Validation of microarray findings with semi-quantitative RT-PCR (sqRT-PCR)
To validate microarray results, we arbitrarily selected 16 differentially expressed genes following different drugs treatments and quantified their expression by sqRT-PCR in control and treated spheroids. All sqRT-PCR analyses were performed in samples previously used for the microarray experiments. Functional analysis for a dataset of differentially expressed genes (≥1.5 fold) in OC spheroids following CT drugs treatments 
Discussion
In attempt to identify detailed molecular mechanisms of drugs actions and early response to CT treatment, we performed gene expression profiling of OC spheroid cultures treated with cisplatin, topotecan and paclitaxel. To our knowledge, the present work represents the first effort to define global changes in gene expression in CT drugstreated OC spheroid models by using high-density microarrays. We used six OC cell lines for spheroid formation that displayed diverse response following treatment with different drugs in order to identify common mechanisms of early response to drug action in OC. Indeed, the six monolayer cell cultures displayed variable chemosensitivity against cisplatin, while following paclitaxel and topoNetwork analysis of dynamic gene expression in OC spheroids based on the 1.5-fold common gene expression list obtained following topotecan treatment Figure 5 Network analysis of dynamic gene expression in OC spheroids based on the 1.5-fold common gene expression list obtained following topotecan treatment. The five top-scoring networks were merged and are displayed graphically as nodes (genes/gene products) and edges (the biological relationships between the nodes). Figure legends are as described in Fig. 2. tecan treatment, the IC50 values were very similar for all cell lines with one exception: the TOV-21 line showed significantly higher IC50 value upon topotecan treatment than the remaining cell lines (Table 1) . However, these differences tend to disappear as the same cell lines were grown as multicellular spheroids. We have checked for the numbers of apoptotic cells in paraffin embedded spheroid structures by DAPI staining and were not able to find significant differences in drugs-treated spheroids with similar morphology (compact spheroids or loose aggregates) that were propagated from cell lines displaying quite variable chemosensitivities as monolayers (data not shown). The above observation was also confirmed by our cluster analysis.
Network analysis of dynamic gene expression in OC spheroids based on the 1.5-fold common gene expression list obtained following paclitaxel treatment Figure 6 Network analysis of dynamic gene expression in OC spheroids based on the 1.5-fold common gene expression list obtained following paclitaxel treatment. The three top-scoring networks were merged and are displayed graphically as nodes (genes/ gene products) and edges (the biological relationships between the nodes). Figure legends are as described in Fig. 2 .
We analyzed both functionally related genes that were commonly differentially expressed following all drugs treatments, as well as alterations in gene expression patterns that were specific for each of the three drugs used (cisplatin, topotecan and paclitaxel). As the main goal of CT treatment is the induction of apoptosis, we noticed a comparative number of apoptosis-related genes that were up-and down-regulated following all treatments (Table   2 ). Similar expression patterns of apoptosis-related genes were observed upon cisplatin and topotecan treatments, while paclitaxel uniquely induced the up-regulation of several pro-apoptotic genes (BAG5, GULP1 and BAX). While induction of pro-apoptotic genes is expected upon treatment with chemotherapeutics, the down-regulation of genes implicated in apoptosis upon exposure to cisplatin and topotecan could be indicative for some compen- satory mechanisms, linked to drugs-induced cell death [20] .
Treating spheroids with chemotherapeutics affected strongly the regulation of the cell cycle, as a number of genes implicated in cell cycle control, including genes involved in cell cycle arrest, were found to be induced especially following cisplatin and topotecan treatments. Although cell cycle deregulation events could lead to apoptosis induction, cell cycle arrest could constitute a significant event in the survival of the spheroids following a major stress like CT treatment [21, 22] . Moreover, cell
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cycle arrest is essential for the activation of DNA repair mechanisms [23] , as a number of DNA repair genes (BRCA1, BRCA2, DDB2, FANCA) were found to be up-regulated in OC spheroids following all treatments. Indeed, BRCA1 and FANCA (a member of the Fanconi Anemia family of proteins) are involved in detecting DNA damage, causing cell cycle arrest and allowing DNA repair, which contributes to chemoresistance [24] , while disruption of the BRCA1 pathway may promote sensitivity to platinum-based therapies [25, 26] . A marked up-regulation of genes encoding for DNA replication and repair proteins was particularly evident following exposure to cisplatin (Table 4A ). This was not surprising since cisplatin action in OC cells implies the formation of DNA adducts that enable physiological processes such as replication and transcription, leading to oxidative stress and enhanced DNA repair [27, 28] . Topotecan treatment led to comparative up-and down-regulation of DNA replication and repair genes (Table 5) . Thus, our data obtained with the OC spheroid model are confirmative to previously proposed mechanisms of cisplatin and topotecan action in OC cells associated with enhanced DNA replication and repair [29, 30] .
Likewise, different genes functionally involved in cellular assembly and organization (including cell adhesion and cytoskeleton organization) were comparatively induced or suppressed following exposure to the three drugs used. Indeed, a number of cell adhesion-related genes, including some integrins, cadherins and claudins, were down regulated upon all drugs treatments (Table 2B) . As demonstrated, a destabilization of the cellular adhesion in spheroids following treatment was causal for apoptosis induction [31] . Moreover, it is recognized that the stability of the cellular adhesion in spheroid cultures is closely related to the stability of the cell cytoskeleton [32] . Consequently, various genes functionally implicated in cytoskeleton organization were commonly down-regulated after all treatments (Table 2B ). However, a common overexpression of cell adhesion and cytoskeleton-related genes was also observed in all treated OC spheroids, as well as upon exposure to cisplatin or topotecan, which probably represents an adaptive answer to CT treatment (Tables 2A, 4A and 5A).
Paclitaxel treatment resulted exclusively in the induction of cell adhesion-and cytoskeleton-related genes, (including numerous tubulin genes) in OC spheroids (Table 6A) . Although class III beta-tubulin overexpression was previously associated with paclitaxel resistance in OC [33] , to our knowledge, such a major overexpression of various tubulin genes in cancer cells upon paclitaxel exposure has been not demonstrated previously. Since the principal mechanism of paclitaxel action implies a deregulation of the microtubules dynamics by promoting and stabilizing microtubule formation and inhibiting microtubule depolymerization [34] , the increased expression of different tubulin isotypes could partially compensate paclitaxel action by altering the dynamic equilibrium between soluble and polymerized tubulin that exists in the absence of drug.
Our data support previous reports that multicellular/ adhesion-mediated survival mechanism could render both normal and cancer epithelial cells less vulnerable to undergoing drug-induced apoptosis [35, 36] . Indeed, multicellular resistance can only be demonstrated in threedimensional cultures and fails to be shown in monolayers or cell suspensions. This is explained by the fact that cellto-cell and cell-to-stroma adhesion limits drug penetration, and by the variable susceptibility to cytotoxicity determined by oxygen and tissue proliferation gradients [17] . Thus, an increase of cellular adhesion in spheroids was previously associated with a resistance to antineoplasic agents [17, 37] . Our comparison of the gene expression patterns in OC spheroids with different morphology, including compact spheroids or more loose structures (cellular aggregates), demonstrated certain differences in response to treatment, as found by gene cluster analysis ( Figure 7B ). More specifically, gene clustering was indicative for overexpression of several cell adhesion genes (CSPG3, ITGAV, MUC1) in the compact spheroid structures in comparison to the aggregates, which could be determinative for the observed variations in spheroid's morphology and response to treatment. Taken together, these results suggest that some aspects of cisplatin, topotecan, or paclitaxel early resistance in ovarian carcinoma may be multicellular/adhesion-dependent or associated [38] [39] [40] .
As expected, upon all drugs treatments we monitored down-regulation of numerous genes that are functionally associated with metabolism, signal transduction, gene expression, protein biosynthesis and modification, immune response/inflammation, and molecular transport. As a matter of fact, suppressed transcription and lower metabolism rates have been previously linked with chemotherapeutics action [41] [42] [43] . We want to specifically note that a significant number of genes involved in lipid metabolism were found to be suppressed in CT drugstreated OC spheroids (Table 2B) . Indeed, OC patients exhibit altered lipid metabolism and the degree of these alterations have been previously linked with response to therapy, as these metabolic alterations may influence disease outcome [44, 45] . Our previous work suggested that lower lipid metabolism rates might improve treatment response in OC patients [13] . Thus, the observed lower expression of genes involved in lipid metabolism might be associated with an immediate mechanism of drugs action in OC spheroids.
Although identification of a list of individual genes that show expression changes is important, there is an increasing need to move beyond this level of analysis. Instead of simply enumerating a list of genes, we wanted to know how they interact as parts of complexes, pathways and biological networks. For this purpose, the microarray data were imported into the IPA software to identify relevant biological pathways and networks. Pathway and network analyses were highly confirmative of the gene expression data obtained. Indeed, specific functional pathways displayed similar expression patterns in cisplatin-or topotecan-treated OC spheroids which were rather comparable to those observed upon all drugs treatments ( Figures  1A,1B and 2A ). Network analysis was indicative for important roles of some genes and related networks (BRCA1, CDKN1 (p21) and CASP3) in the mode of action of these drugs ( Figures 3, 4, 5 ). This similarity was not unexpected because both cisplatin and topotecan action triggers the formation of DNA lesions which interfere with and inhibit DNA replication.
Network analysis was also suggestive for the important role of TGFβ1 and related network in cisplatin action (Figure 4) . The role of TGFβ1 in the cellular response to cisplatin is not well defined. However, TGFβ1 is known to be involved in tumor suppression [46, 47] and its down-regulation following cisplatin treatment could represent a compensatory mechanism to this drug action.
Topotecan, a topoisomerase-I inhibitor, is most frequently used as a second-line CT treatment of recurrent OC [43] . Analysis of the various biologic pathways and networks implicated in the cellular response to topotecan showed similarities with cisplatin action (including overexpression of CASP3, CDKN1, CDC2; see Figure 5 ). However, various other genes and related pathways, associated with cell growth and survival (AKT1, WNT1, IGFR1, CCND1) were specifically down-regulated after topotecan treatment ( Figure 5 ), which is probably relevant to the specific mechanisms of cytotoxic action of this drug in OC cells.
Pathway and network analyses of paclitaxel action in OC spheroids demonstrated comparative up-and down regulation of genes functionally associated with metabolism, protein biosynthesis and modification, signal transduction and transport, and were again quite confirmative of the gene expression data obtained with this drug (see Figures 2A and 6 ).
Conclusion
We used the OC spheroid model to define global changes in gene expression that are linked to the molecular mechanisms of CT drugs action and early response to treatment. Exposure of OC spheroids to significantly high concentrations of CT drugs such as cisplatin, topotecan and paclitaxel (see Table 1 ) resulted in differential expression of genes, functionally associated with to cell growth and proliferation, cellular assembly and organization, cell death, cell cycle control and cell signaling. Genes and corresponding pathways implicated in cell cycle arrest, DNA replication and repair were predominantly overexpressed, while genes associated with transcription control, metabolism, transport, immune and inflammatory response were mostly down-regulated. Cisplatin and topotecan treatments triggered similar alterations in gene and pathway expression patterns, while paclitaxel action was mainly associated with induction of genes and pathways linked to cellular assembly and organization, cell death and protein synthesis. Most alterations in gene expression were directly related to mechanisms of cytotoxic actions of the CT drugs in OC spheroids. However, the induction of genes linked to mechanisms of DNA replication and repair in cisplatin-and topotecan-treated OC spheroids could be associated with immediate compensatory response to treatment. Similarly, overexpression of different tubulin genes upon exposure to paclitaxel could represent an early adaptive effect to this drug action. Finally, changes in relevant drug-resistance associated gene expression brought about by multicellular growth conditions that are known to alter gene expression (including cell adhesion and cytoskeleton organization), could substantially contribute in reducing the initial effectiveness of CT drugs in OC.
Results described in this study underscore the potential of the microarray technology for unraveling the complex mechanisms of CT drugs actions in OC spheroids and initial protective responses to cytotoxic treatment. Although not directly clinically relevant, our data could be indicative for some early events that might be implicated in the onset of acquired OC chemoresistance.
Methods
Cell cultures and spheroid formation
The OC cell lines used were either purchased from ATCC (OVCAR3, SKOV3), or were previously isolated and characterized (TOV-112, TOV-21, OV-90), as described [48] .
The TOV-155 cell line was recently established in our lab as spontaneously immortalized cyst adenoma cell line and the detailed characterization of this cell line will be reported elsewhere. More detailed information of the cell lines used is presented on Table 1 . Multicellular spheroids were prepared by a liquid overlay method [49] . Briefly, the wells were coated with 0.5 ml of 0.6% agarose containing serum-free medium. Tumor cells grown in the complete medium were then transferred to the top of solidified agarose. After culturing for 3 days, multicellular spheroids were formed on the agarose surface. The culture medium was changed partially every 24 h.
Gene expression profiling and data analysis
Gene expression analysis was carried out as previously described [13, 14] . Briefly, total RNA was isolated from CT drug-treated or control OC spheroid cultures using the Trizol reagent (Invitrogen, Burlington ON, Canada). The quality of all RNA samples was examined by capillary electrophoresis using the Agilent 2100 Bioanalyzer (Agilent, Palo Alto, CA). Fluorescently labeled cDNAs were generated from 20 μg of total RNA in each reaction using the Agilent Fluorescent Direct Label Kit and 1.0 mM Cyanine 3-or 5-labeled dCTP (PerkinElmer, Boston, MA), and following user's manual. Cyanine-labeled cDNA from CT drug-treated spheroids was mixed with the same amount of reverse-color cyanine labeled cDNA from the corresponding control (vehicle-treated) spheroids and were applied to the Human 1A (v2) Oligonucleotide Microarray (Agilent), containing 20,174 genes. Upon hybridization and washing, the arrays were scanned using a dual-laser DNA microarray scanner (Agilent). The data were then extracted from images by the Feature Extraction software 6.1 (Agilent). The GeneSpring software (Agilent) was used to generate lists of selected genes and for different statistical and visualization methods. An IntensityDependent Normalization (known as Lowess normalization) was applied to correct for artifacts caused by nonlinear rates of dye incorporation as well as inconsistencies of the relative fluorescence intensity between some red and green dyes. Consecutive lists of differentially expressed genes were generated considering a 1.5-fold expression as gene selection criteria for the different experimental conditions are indicated in the Results section. Comparisons of gene expression in compact spheroids and loose aggregates were performed by Cluster Analysis the using Condition Tree algorithm. The genes in the gene lists were classified according to their function using the Gene Ontology (GO SLIMS) classification system. Network analysis of the microarray data was completed using the Ingenuity Pathway Analysis software [50] .
Semi-quantitative duplex RT-PCR (sqRT-PCR)
Validation of microarray data was performed for selected differentially expressed genes by sqRT-PCR as previously described [13, 14] . The peptidylprolyl isomerase A-like (PPIAL) gene was uniformly expressed in all OC spheroid cultures analyzed (control and treated) and was used as internal standard. Primers were designed for these loci with the sequences freely available from the Entrez Nucleotide database and the Primer3 algorithm for primer design [51] . One-fifth of each PCR reaction was run on a 1.5-2% agarose gel in 1×TBE buffer (45 mM Tris/borate/ 1 mM EDTA); the gel was documented using the AlphaImager 2200 gel documentation system (Alpha Innotech, San Leandro, CA) and analyzed using the publicly available NIH ImageJ 1.33u program [52] . Each expression value was calculated as a relative ratio between the signal of the specific PCR fragment and that of the internal PPIAL standard. The data obtained were statistically analyzed by the paired t-test using the GraphPad InStat Software version 3.06 (San Diego CA).
MTT assay
The MTT cell proliferation assay (Sigma, St-Louis, MS, USA) was used to measure the cell growth inhibition effects of the CT drugs (cisplatin, topotecan and paclitaxel) in the six OC cell lines, grown as monolayers. Cell suspensions (at 2 × 10 4 cells/ml) were transferred to 96-well plates in multiple replicates (×5) and incubated for 3 days with different drug's concentrations (ranging between 1 nM and 100 μM). Then, 38 μl of 3-[4,5-dimethylthiazol-2-yl]-2,5-diphenyl-tetrazolium bromide (MTT, 5 mg/ml) was added to each well 4 h before the end of the incubation. After centrifugation and removing the supernatant, 200 μL of dimethyl sulphoxide (DMSO) were added to resolve the crystals and the optical density was measured by microplate reader at 595 nm.
